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Summary
Background: In the absence of Wnt stimulation, the
transcriptional cofactor b-catenin is destabilized via
phosphorylation by protein kinase GSK3b in complex
with Axin family members. In the ‘‘canonical’’ Wnt sig-
naling pathway, Disheveled (Dvl) is required to function-
ally inhibit the activity of the GSK3b/Axin complex and
thereby stabilize b-catenin. Yet, the mechanisms that
underlie Wnt regulation of GSK3 and stabilization of
b-catenin are still not fully appreciated.
Results: Here, we examine time-dependent changes in
protein-protein interactions that occur in response to
Wnt treatment. We show that GSK3b/Axin complexes
are rapidly (t1/2 < 3 min) disrupted upon Wnt stimulation
and that changes in GSK3b/Axin association substan-
tially precede both b-catenin stabilization and Axin deg-
radation. We further demonstrate that depletion of Gao
or Gaq will inhibit, respectively, the Wnt-induced disrup-
tion of GSK3b/Axin2 and GSK3b/Axin complexes and di-
minish Wnt stabilization of b-catenin. We also show that
direct activation of G proteins in vivo with GTPgS in the
absence of exogenous Wnt will disrupt GSK3b/Axin2
complexes and stabilize b-catenin. Finally, we demon-
strate an association of Gao with Fz that is also very rap-
idly (t1/2 < 1 min) perturbed upon Wnt-3a stimulation and
that the Wnt-dependent effects on both GSK3b/Axin2
and Gao/Fz are pertussis-toxin sensitive. Collectively,
these data implicate a role for G proteins in the regula-
tion of Wnt-mediated protein-protein interactions and
signaling to b-catenin.
Conclusions: We conclude that rapid disruption of
GSK3b/Axin interactions in response to Wnt leads to
the initial stabilization of b-catenin and that Gao and
Gaq signaling contributes to Wnt-mediated GSK3b/Axin
disruption and the ultimate stabilization of b-catenin.
Introduction
b-catenin is a transcriptional cofactor with essential regu-
latory functions during development [1]. In complex with
the scaffolding protein Axin, b-catenin is phosphorylated
by CK1a, priming it for additional phosphorylations by
*Correspondence: ark1@helix.nih.gov
3 Present address: Laboratory of Clinical Investigation, National
Center for Complementary and Alternative Medicine, NIH, Bethesda,
Maryland 20892.GSK3b [2, 3]. Polyphosphorylated b-catenin is then sub-
ject to proteasomal destruction [4, 5]. The Wnts define
a family of lipid-modified, glycoproteins [6] that can func-
tion as extracellular factors to regulate b-catenin stability
[1]. In the ‘‘canonical’’ Wnt pathway, GSK3b is functionally
inhibited, promoting the stabilization of b-catenin. Com-
plexes ofb-catenin and Lef/Tcf transcription factors serve
as nuclear [7–9] activators of gene sets that promote spe-
cific developmental pathways or tumorigenesis [1].
Wnt signals are initially transduced by coreceptors of
seven-transmembrane Frizzled (Fz) [10, 11] and single-
pass, LDL receptor-related proteins (LRP) 5/6 [12–14].
Additional components are also involved (see [1]). Di-
shevelled (Dvl/Dsh) functions downstream of Fz but
upstream of GSK3 to mediate b-catenin stabilization
[15–17], whereas Adenomatous Polyposis Coli (APC) in
complex with GSK3b/Axin facilitates b-catenin degrada-
tion [1].
The immediate molecular events that transmit Wnt
signals are not well characterized. According to postu-
lated models, GSK3b/Axin complexes become disas-
sembled upon Fz activation (see [1]). Wnt stimulation
thus decreases GSK3b phosphorylation of both Axin
and b-catenin. Unphosphorylated Axin is subject to
proteasomal degradation, in contrasted to b-catenin,
thereby reducing GSK3b/Axin complex formation [18–
20], and it has been argued that Axin degradation partic-
ipates as a primary element of the Wnt response path-
way for stabilizing b-catenin [20, 21].
The Fz receptors are structurally related to G protein-
coupled receptors, leading to early speculation that
heterotrimeric Gabg protein signaling may mediate Wnt
response. Although Fz receptors may interact with G
proteins for Ca+2 signaling [22–24], a noncanonical Wnt
pathway, evidence linking G protein signaling and
b-catenin regulation in the canonical pathway has been
less clear. Studies using chimeric Fz receptors that are
activated by b-adrenergic analogs, but that signal to
b-catenin, implicate G proteins in Wnt signaling during
development [25]. In mammalian cells, overexpression
of constitutively active Gao or Gaq will promote Tcf-
dependent gene expression, a downstream component
of the Wnt/b-catenin pathway [26]. Recent epistatic ex-
periments in Drosophila also suggest that Gao can func-
tion downstream of Fz but upstream of Dsh during Wnt
regulation of GSK3/b-catenin signaling [27] and that ac-
tivated Gao-GTP can bypass a requirement for Fz recep-
tor activation in this pathway [27]. Still, definitive bio-
chemical evidence for G protein-dependent regulation
of b-catenin signaling in native cells has been elusive.
We have explored the immediate molecular re-
sponses of native, untransfected cells to Wnt stimula-
tion and demonstrated a rapid (t1/2 < 3 min) disruption
of GSK3b/Axin complexes that significantly precedes
b-catenin stabilization and degradation of Axin. We
also observe an initial release of GSK3b to the cytosol,
without an enhanced interaction with Dvl. These data al-
lowed us to examine the dependency of an immediate
Wnt response on heterotrimeric G protein signaling.
We show that depletion of both Gao and Gaq protein
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1990Figure 1. Wnt-3a Regulates Axin/GSK3 Complexes and b-Catenin Stability in L929 Cells
(A) L929 whole-cell lysates were prepared from cells cultured in conditioned media with or without Wnt-3a for various times. Total b-catenin and
GSK3b levels were measured directly by Western blot assay. GSK3b levels were measured directly or following immunoprecipitation (IP) by
a-Axin2 or a-Axin. Arrows indicate Wnt-regulated mobility differences for GSK3b in association with Axin. Immunoblot (IB) controls were per-
formed for each IP. Data are representative of two separate experiments. (see also Figures 2 and 4–7).
(B) L929 whole-cell lysates were prepared from cells cultured in the presence or absence of recombinant Wnt-3a (200 ng/ml) for 1 hr. Total
b-catenin levels were measured directly by Western blot assay. GSK3b levels were measured following immunoprecipitation by a-Axin2. Immu-
noblot (IB) controls were performed for each IP. Data are representative of three separate experiments.
(C) L929 whole-cell lysates were prepared from cells cultured in the presence or absence of recombinant Wnt-3a (200 ng/ml) for 1 hr. Cleared
lysates were immunoprecipitated with a-Axin and immunoprecipitates analyzed for GSK3b and Axin levels directly (2) by immunoblot or follow-
ing a very mild trypsin (25 mg/ml for 2 min at 20ºC) treatment (+). Arrows indicate Wnt-regulated mobility differences for GSK3b in association with
Axin. Immunoblot controls were performed for each IP. Data are representative of three separate experiments.using siRNA technology significantly inhibits the ability
of exogenous Wnt to disrupt GSK3b/Axin complexes
and to stabilize b-catenin. In addition, we document
the disruption of GSK3b/Axin2 complexes and the stabi-
lization of b-catenin in the absence of Wnt stimulation by
direct activation of G proteins in vivo with GTPgS. Fi-
nally, we show an association of Gao with Fz that is
very rapidly (t1/2 < 1 min) altered upon Wnt-3a stimula-
tion. Thus, we argue that both Gao and Gaq may partic-
ipate in Wnt signal regulation of b-catenin stabilization.
Results and Discussion
Wnt Regulation of GSK3b/Axin Association
Although overexpression of wild-type or mutated pro-
teins can give essential and predictive information about
intracellular signaling networks, such ectopic expres-
sion studies are also subject to artifact. We wished,
therefore, to the examine the effects of G protein signal-
ing on Wnt response in cells expressing endogenous
levels of downstream components. To investigate native
mechanisms of Wnt action, we alternatively used a mod-
ified tissue culture system that requires exogenous me-
dia containing Wnt-3a to stabilize b-catenin [28] or puri-
fied, recombinant Wnt-3a protein. Unstimulated mouse
L929 cells have modest levels of total b-catenin (see Fig-
ure S1 in the Supplemental Data available online). How-
ever, media containing Wnt-3a induces a subtle rise in
b-catenin levels within 30 min, a further increase by 60
min, and maximal levels at 3 hr (Figure S1 and Figure 1A).
We next examined native associations of GSK3b with
Axin members following Wnt stimulation. Two Axin
members are expressed in L929 cells: Axin andConductin (Axin2). Antibodies specific to each were
used for coimmunoprecipitation studies with GSK3b.
No significant differences in total cellular GSK3b protein
levels were observed with or without Wnt treatment (Fig-
ure 1A), and similarly, immunoprecipitable (Figure 1A) or
total (see Figure 2A) levels of Axin and Axin2 were un-
changed during the time course of the Wnt stimulation
(see also [18]).
GSK3b is notably associated with Axin2 in the un-
stimulated L929 cells. However, Wnt-3a exposure dis-
rupted these interactions throughout the time course
(Figure 1A). Although conditioned media from cells ex-
pressing Wnt-3a have been used successfully to estab-
lish Wnt-specific signaling responses [28], media from
cells expressing Wnt-3a contain a myriad of other fac-
tors that are absent from control media. Thus, it may
be argued that it is these additional factors, and not
Wnt-3a per se, that are required to promote changes
in protein associations. Nonetheless, identical results
were obtained using recombinant Wnt-3a (Figure 1B;
vide infra Figure 7B).
The GSK3b/Axin complex was also sensitive to Wnt-
3a. Although GSK3b was detected in association with
Axin following Wnt-3a treatment, GSK3b from Axin com-
plexes of stimulated cells migrated more rapidly than did
GSK3b from controls during SDS gel electrophoresis.
Treatment of complexes with alkaline phosphatase had
no effect on either mobility (data not shown). In other
cells (see Figure 2A), GSK3b/Axin and GSK3b/Axin2
complexes are fully disrupted (as defined by the loss
of coimmunoprecipitation) by Wnt treatment. To deter-
mine whether the GSK3b/Axin complexes were struc-
turally distinct in naive or Wnt-treated L929 cells, we
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1991investigated their sensitivities to very mild trypsin diges-
tion. GSK3b/Axin complexes were immunoprecipitated,
briefly exposed to trypsin (25 mg/ml for 2 min at 20ºC),
and analyzed by immunoblot for Axin and GSK3b (Figure
1C). As seen, Axin is totally resistant to trypsin, irrespec-
tive of Wnt stimulation. Although GSK3b in complex with
Axin in untreated cells is also trypsin resistant, treatment
with Wnt structurally alters the GSK3b/Axin complexes
in a manner that renders GSK3b completely sensitive to
digestion by trypsin. The data suggest that Wnt induces
an effective ‘‘unfolding’’ of GSK3b/Axin that may be func-
tionally analogous to the dissociative changes observed
with GSK3b/Axin2.
We suggest that Wnt-3a stabilizes b-catenin by rap-
idly targeting GSK3b/Axin and GSK3b/Axin2 complexes
for functional repression; b-catenin becomes stabilized
due to diminished phosphorylation by GSK3b. The ob-
served GSK3b/Axin disruptions would precede Axin
degradation (see [18]). Moreover, rapid alteration of
GSK3b/Axin interaction would have the additional effect
of eventually destabilizing Axin by reducing its phos-
phorylation by GSK3b [18–20]. While it has been pro-
posed that the relative levels of Axin are a defining
mode for destabilizing b-catenin [20, 21], our data (see
Figures 1B and 2A) are more consistent with Axin degra-
dation being secondary to the initial stabilization of
b-catenin. Axin degradation may be imperative, but po-
tentially as a more long-term, positive feedback mecha-
nism to inhibit reformation of GSK3b/Axin degradation
complexes rather than as the primary event that initiates
b-catenin stabilization.
Wnt Stimulates the Release of GSK3 to the Cytosol
Data (Figure 1) suggest that Wnt-3a may promote the
complete release of GSK3b from Axin complexes.
Figure 2. Wnt-3a Regulates the Cytosolic Release of GSK3b from
Axin/GSK3b Complexes
(A) 3T3-L1 cells were cultured to confluence and treated with condi-
tioned media with and without Wnt-3a for 2 hr. Cleared lysates were
immunoprecipitated (IP) and blotted for GSK3b. Immunoblot con-
trols were performed for each IP. Data are representative of four
separate experiments.
(B) Stimulated and unstimulated cells were disrupted and lysates
centrifuged at 5003 g for 5 min at 4ºC. Supernatant lysate fractions
were then centrifuged at 390,000 3 g for 90 min. Protein equivalent
fractions of supernatants or of pellets from stimulated and unstimu-
lated cells at each separation were analyzed by immunoblot with
b-catenin, GSK3b (mouse), and Axin2 antibodies. Data are represen-
tative of three separate experiments.Because the Axins appear to be membrane associated
following Wnt stimulation, we were interested in deter-
mining whether GSK3b translocated to a separate sub-
cellular compartment upon exposure to Wnt-3a. The cy-
tosolic volume of L929 cells is relatively low, making it
difficult to isolate uncontaminated subcellular fractions.
We therefore investigated this hypothesis using mouse
3T3-L1 cells, a Wnt-responsive line with a larger cyto-
solic volume. As with L929 cells, Wnt-3a stimulation of
3T3-L1 cells promotes the release of GSK3b from
Axin2 complexes (Figure 2A). GSK3b/Axin associations
were also fully disrupted by Wnt-3a treatment of 3T3-
L1 cells (Figure 2A), in contrast to that seen upon Wnt-
treatment of L929 cells (see Figures 1A and 1C). The
faster-mobility form of GSK3b found in association
with Axin in L929 cells is not observed in 3T3-L1 cells
(see Figures 1A, 1C, and 2A).
Stimulated and unstimulated cells were disrupted by
filter membrane passage, and lysates were centrifuged
at 500 3 g for 5 min. Equivalent supernatant fractions
from Wnt-stimulated and -unstimulated cells were then
centrifuged further at 390,000 3 g for 90 min. Protein
equivalent fractions of supernatants from stimulated
and unstimulated cells after each centrifugation were
then analyzed for the relative levels of b-catenin,
GSK3b, and Axin2. We also examined their relative dis-
tributions in the pelleted fractions of the same samples.
Although Wnt-3a promoted a dramatic rise in cyto-
solic levels of b-catenin in the 3T3-L1 cells (Figure 2B),
only small whole-cell (i.e., lysate fraction) differences
are seen between stimulated and unstimulated
cells. These differences reflect the high basal levels of
b-catenin found in association with cadherins in the
cytoskeleton of 3T3-L1 cells [29]. There is also a marked
increase in cytosolic GSK3b following Wnt stimulation,
data consistent with the ability of Wnt-3a to promote
dissociation of GSK3b/Axin complexes and release of
GSK3b (Figure 2B). As expected, Axin2 was not de-
tected at significant levels in the high-speed superna-
tants from either stimulated or unstimulated cells.
The release of GSK3b to the cytosol suggests the pos-
sibility that additional substrates may become available
for phosphorylation by GSK3 upon Wnt-stimulation and
there may be cross-talk between the Wnt pathway and
other signaling networks.
Wnt Stimulation Does Not Rapidly Increase
GSK3b/Dvl Interactions
Although we observe an increase in cytosolic GSK3b
upon Wnt stimulation, potentially an increase in GSK3b
interactions with Dvl complexes may promote disrup-
tion of GSK3b/Axin interactions. We tested this by using
antibodies specific for the three mammalian Dvl iso-
forms. Lysates from cells treated with or without Wnt-
3a were immunoprecipitated and associations probed
with a series of antibodies to GSK3 (a-GSK3b [mouse];
nonphosphorylated, Y216/279 GSK3 [b and a; mouse];
pY216/279 GSK3 [b and a; mouse]; a-GSK3a [rabbit];
a-pS9 GSK3b [rabbit]; a-pY216 GSK3b [rabbit]). Little
differences in GSK3b/DVl interaction were observed, re-
gardless of the phosphorylation state of GSK3b (Figure
3, unpublished data). Under these conditions, the loss
of GSK3b from Axin complexes is not accompanied by
a detectable, reciprocal increase in GSK3b association
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regulate the antagonistic functions of Axin and Dvl by
enhancing the interactions of GSK3b with Dvl. We sug-
gest that in response to Wnt-stimulation there is an ini-
tial release of GSK3b to the cytosol that is not related
to an accompanying association with Dvl.
Depletion of Gao and Gaq by siRNA Inhibits
Wnt/b-Catenin Signaling
Molecular genetic data have suggested the involvement
of heterotimeric G proteins in Wnt/b-catenin signaling
[26, 27]. We therefore investigated the biochemical re-
lationship of Ga protein function to GSK3b/Axin and
b-catenin regulation using siRNA technology to specifi-
cally deplete Gao and Gaq proteins (Figure 4A). Again we
chose to use 3T3-L1 cells, because these have proven to
be particularly responsive to oligonucleotide treatment
[30]. Cells were treated with a control siRNA, Gao- or
Gaq- specific siRNAs, or simultaneously with siRNAs
to both Gao or of Gaq. As seen (Figure 4A), the siRNA
treatments were both effective and specific. Cells were
obtained that were individually depleted to >80% of ei-
ther Gao or Gaq protein or of both Gao and Gaq.
siRNA-depleted and control cells were then treated
with or without Wnt-3a. Levels of b-catenin were exam-
ined in the various cultures. To increase the precision of
the assay and to avoid detection of b-catenin associated
with the cell surface (see Figure 2B), we determined the
effects of siRNA treatment on Wnt signaling using a
C-terminal fragment of E-cadherin that specifically rec-
ognizes uncomplexed, cytosolic b-catenin. In addition,
we examined the effect of Ga protein depletion on the
associations of GSK3b with Axin and Axin2.
As seen (Figure 4B), control siRNA oligos had no ef-
fect on Wnt stabilization of b-catenin or the dissociation
of GSK3b from Axin or Axin2 complexes. However, de-
pletion by >80% of either Gao or of Gaq (see Figure 4A)
was able to significantly, but not fully, inhibit the stabili-
zation of b-catenin by Wnt. The reduction in Gao
Figure 3. Wnt-3a Regulates Dvl/GSK3b Associations in L929 Cells
L929 lysates were prepared as in Figure 1A. Following immunopre-
cipitation by a-Dvl1, -2, or -3, GSK3b levels were measured by using
a-GSK3b (mouse). Immunoblot controls were performed for each IP.
Data are representative of two separate experiments and repeated
with five different antibodies to GSK3.decreased the ability of Wnt to disrupt GSK3b/Axin2
complexes, but had no effect on GSK3b/Axin com-
plexes. Conversely, depletion of Gaq inhibited Wnt de-
stabilization of GSK3b/Axin complexes, but had only
a minimal ability to affect GSK3b/Axin2 interactions (Fig-
ure 4B). Remarkably, cells simultaneously treated with
siRNAs to both Gao and Gaq were effectively resistant
to Wnt-3a. b-catenin levels were unresponsive to Wnt-
stimulation, and neither the GSK3b/Axin2 nor the
GSK3b/Axin complexes were disrupted by treatment.
Stimulation of Permeabilized Cells with GTPgS
Promotes b-Catenin Stabilization in the Absence
of Wnt
We next sought to determine whether we could bypass
the requirement for Wnt signaling to GSK3b/Axin2 and
b-catenin by directly activating G proteins in vivo us-
ing GTPgS [50-O-(30-thiotriphosphate)], a nonhydrolyz-
able analog of GTP. L929 cells were permeabilized
with Staphylococcus aureus a-toxin, with and without
GTPgS [31] for 20 min. We reasoned that a permeablized
cell system would be more reflective of the in vivo cellu-
lar organization than would a GTPgS-treated cell lysate.
GSK3b/Axin2 were largely unaffected by a-toxin treat-
ment alone, but simultaneous addition of GTPgS elicited
a Wnt-like release of GSK3b from association with Axin2
(Figure 5A). We also observed a GTPgS-dependent re-
lease of GSK3b from Axin2 in 3T3-L1 cells, but not the re-
lease of GSK3b from complex with Axin (Figure 5B). Gao
Figure 4. Effects of Depleting of Gao and Gaq on Wnt Regulation of
GSK3b Interactions and Stabilization of b-Catenin
(A) 3T3-L1 cells were cultured to 60%–70% confluence, media were
removed, and control and specific siRNA oligonucleotides intro-
duced. Lysates were examined for whole-cell levels of Gaq, Gao,
and GSK3b. Data are representative of three separate experiments.
(B) siRNA-treated 3T3-L1 cells were cultured in media with and with-
out recombinant Wnt-3a for 2 hr. b-catenin levels were measured in
whole-cell lysates by direct immunoblot assay. Cytosolic, nonmem-
brane associated b-catenin levels were measured following affinity
pull-down with a C-Terminal fragment of E-cadherin fused to GST
(E-cad-CT). GSK3b levels were measured following immunoprecip-
itation by a-Axin2 or a-Axin. Immunoblot controls were performed
for each IP. Data are representative of three separate experiments.
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1993Figure 5. GSK3b/Axin2 Complexes and b-
Catenin Levels Can Be Regulated by GTPgS
(A) L929 lysates were prepared from cells
grown to confluence. Media were removed
from cells and new media added containing
a-toxin (5 mg/ml) with or without GTPgS (200
mM) for 20 min before lysate preparation.
GSK3b and Axin2 levels were measured fol-
lowing immunoprecipitation by a-Axin2. Data
are representative of three separate experi-
ments.
(B) 3T3-L1 cells were cultured to confluence.
Media were removed from cells, and new me-
dia added containing a-toxin (5 mg/ml) with or
without GTPgS (200 mM) for 20 min. Lysates
were prepared and GSK3b, Axin2, or Axin lev-
els were measured following immunoprecipi-
tation by a-Axin2 or a-Axin. Data are repre-
sentative of three separate experiments.
(C) L929 lysates were prepared from cells
grown to confluence. Media were removed
from cells, and new media added containing
a-toxin (5 mg/ml) with or without GTPgS (200
mM) for 3 hr before lysate preparation. b-cat-
enin and GSK3b were measured by immuno-
blot assay of the whole-cell lysates. Data are
representative of two separate experiments.
(D) 3T3-L1 cells were cultured to 60%–70%
confluence, media were removed, and con-
trol and specific siRNA oligonucleotides introduced. Lysates were examined for whole-cell levels of Gaq, Gao, and GSK3b. These cells were sub-
sequently used for the GTPgS experiments described in (E).
(E) Media were removed from the siRNA-treated 3T3-L1 cells of (D), and new media added containing a-toxin (5 mg/ml) with or without GTPgS
(200 mM) for 20 min. Lysates were prepared and GSK3b and Axin2 levels were measured following immunoprecipitation by a-Axin2.is highly sensitive to activation by GTPgS, whereas other
Ga proteins, notably Gaq, have inherently low basal gua-
nine nucleotide exchange properties [32, 33] and are
less sensitive to activation by GTPgS treatment. Consis-
tent with previous data (see Figure 4B), we suggest that,
potentially, it is these latter Ga proteins that may pre-
dominate for Axin regulation.
We also examined whether direct treatment of perme-
ablized cells with GTPgS would promote b-catenin sta-
bilization in the absence of an exogenous Wnt signal.
L929 cells were incubated for an extended (3 hr) time
course, and b-catenin levels were assayed in control
and GTPgS-treated cells (Figure 5C). Data indicate that
the direct activation of G proteins with GTPgS mimics
Wnt effects not only to disrupt GSK3b/Axin2 complexes,
but also to stabilize b-catenin.
Finally, we examined the responsiveness of Gao-
depleted cells to GTPgS. Cells were first treated with
control, Gao-, or Gaq- specific siRNAs (Figure 5D) and
then subsequently permeabilized with Staphylococcus
aureus a-toxin, with and without GTPgS for 20 min. Cells
treated with control or Gaq siRNAs exhibited a GTPgS-
dependent release of GSK3b from Axin2 (Figure 5E).
However, cells depleted of Gao (see Figure 5D) were un-
able to respond to GTPgS to disrupt GSK3b/Axin2 com-
plexes (Figure 5E).
Although we cannot absolutely exclude a GTPgS
effect on the ras-related family of small G proteins or
even on a nonspecific path, collectively the data (see
Figures 4 and 5 and below) indicate that Gao participates
in signaling via Wnt-activated Fz to destabilize GSK3b/
Axin2 complexes leading to reduced phosphorylation
and consequent stabilization of b-catenin.The Gao Inhibitor PTX Antagonizes Wnt Signal
Response
If Gao were involved in Wnt regulation, we should ob-
serve an inhibition by pertussis toxin (PTX), a specific in-
hibitor of Gao/i, of Wnt signaling in native, untransfected
cells. First, we examined the effects of PTX on b-catenin
stabilization and specifically chose L929 cells for these
experiments. It can be difficult to interpret regulatory ef-
fects on cells by simply examining total or even cytosolic
levels of b-catenin. For example, cells that express an
abundance of E-cadherin at the cell cortex may also ex-
hibit inherently elevated levels of total cellular b-catenin.
Yet, b-catenin molecules in complex with E-cadherin at
the cortex are in effect sequestered from the Lef/Tcf
signaling machinery; large differences in free, cytosolic
b-catenin that result from Wnt or other stimuli may
only appear as minimal increases (or decreases) when
whole-cell lysates are examined (see Figure 2B). For
similar reasons, one must be judicious when interpreting
results obtained with PTX. There is the potential that
long-term, PTX-sensitive, G protein-mediated signaling
can alter the subcellular distribution of b-catenin, either
directly or indirectly, by altering the effective affinity of
E-cadherin for b-catenin.
L929 cells have extremely low levels of endogenous
E-cadherin and membrane-associated b-catenin. In ad-
dition, L929 cells respond relatively rapidly to exoge-
nous Wnt stimulation, increasing whole-cell and cyto-
solic levels of b-catenin by >20-fold (see Figure 1).
Thus, the L929 cells present specific advantage for the
study of PTX effects on Wnt signaling. In addition, we
specifically assayed the effect of PTX on Wnt signaling
making use of the C-terminal fragment of E-cadherin
Current Biology
1994Figure 6. PTX Effects on Wnt-Regulated b-Catenin Stability and
Protein Interactions
(A) L929 lysates were prepared from cells grown to confluence,
treated with or without pertussis toxin (PTX, 1mg/ml) for 1.5 hr, and
then cultured with conditioned media with or without Wnt-3a for 1 hr.
Cytosolic, non-membrane-associated b-catenin levels (see Figure
4B) were measured following affinity pull-down with a C-Terminal
fragment of E-cadherin fused to GST (E-cad-CT). GSK3b levels
were measured directly or following immunoprecipitation with anti-
sera to Axin2. Cleared lysates were also immunoprecipitated with
a-Axin and immunoprecipitates analyzed by immunoblot following
a very mild treatment with trypsin (see Figure 1C). Arrows indicate
Wnt-regulated mobility differences for GSK3b in association with
Axin. Immunoblot controls were performed for each IP. Data are rep-
resentative of three separate experiments.
(B) L929 lysates were prepared from cells grown to confluence,
treated with or without cholera toxin (CTX, 1 mg/ml) for 1.5 hr, and
then cultured with conditioned media with or without Wnt-3a. Total
b-catenin, GSK3b, CREB, and phospho-CREB levels were measured
directly by immunoblot assay. Data are representative of two sep-
arate experiments.
(C) L929 cells were cultured to confluence and treated with condi-
tioned media as in Figure 1. Cleared lysates were immunprecipitated
with a-Fz or a-Gao and blotted with a-Gao and a-Fz or with a-Dvl2
and a-Gao, respectively. Arrows indicate mobility positions of the
major Fz bands, although the lower band (w55 kDa) may partiallythat only recognizes uncomplexed, cytosolic b-catenin
(see Figure 4B).
In L929 cells, we see that the Wnt-stimulated increase
in uncomplexed, cytosolic b-catenin levels is reproduc-
ibly attenuated (w50%) by pretreatment of cells with
PTX (Figure 6A). PTX also significantly repressed the
Wnt-induced release of GSK3b from Axin2 complexes
but did not affect the sensitivity of GSK3b/Axin to trypsin
(Figure 6A), indicating that the PTX effects were pathway
specific. These data are consistent with the siRNA de-
pletion experiments (see Figure 4B), which indicate
that Gao regulates the GSK3b/Axin2 complex, but not
GSK3b/Axin. There was a modest PTX-dependent in-
crease in GSK3b association with Axin2 in unstimulated
cells (Figure 4A), but this probably results from an inhib-
itory effect of PTX on the low levels of endogenous Wnt
produced by L929 cells. We suggest that signaling via
the Gao/i family primarily promotes regulation of GSK3b
via Axin2, but not Axin; consequently, PTX would only
partially inhibit b-catenin stabilization (see Figure 6A).
We also investigated the possibility that other Ga pro-
teins could regulate Wnt signaling. Unlike PTX, which
serves to inhibit the activation of targeted Gai/o subunits,
cholera toxin (CTX) generates constitutively active Gas.
L929 cells were treated with and without Wnt-3a and
CTX in various combinations. The effectiveness of CTX
to activate a Gas pathway was monitored by examining
its influence on the PKA-dependent phosphorylation of
the cAMP-responsive protein CREB. CTX was able to in-
duce PKA-dependent phosphorylation of CREB on S133
(Figure 6B), regardless of the presence or absence of
Wnt-3A. Although these results substantiate an ability
of CTX to activate a Gas/cAMP pathway in this system,
CTX did not stabilize b-catenin in the absence of Wnt-
3A, inhibit b-catenin stabilization by Wnt, or synergize
with Wnt-3a (Figure 6B). Consistent with other observa-
tions [26], these data indicate that Gas does not appear
to function during Wnt/b-catenin signaling and further
substantiate the specific effects observed with PTX.
Given the results with PTX, we examined Gao protein
complexes in L929 cells by using antibodies that recog-
nize most Fz isoforms and antibodies to Dvl (Figure 6C).
We observed unambiguous coimmunoprecipitations of
Gao with Fz and with Dvl2 that were significantly and
rapidly decreased by Wnt-3a treatment (Figure 6C). In-
teraction differences were not observed with reciprocal
IP/IB blottings; Fz was similarly detected in Gao immu-
noprecipitates regardless of Wnt treatment. Gao/Fz as-
sociations may not be fully disrupted upon Wnt treat-
ment. Rather, Wnt-3a may stimulate a conformational
change in Gao protein complexes that make them poorly
accessible to certain coimmunoprecipitations. These
results do not demonstrate a direct interaction of Fz
and Gao or discern the complex or membrane com-
partment that they share. Nonetheless, the data dem-
onstrate an interaction of Gao with Wnt signaling
represent detection of the heavy chain of IgG from the antibody.
Data are representative of three separate experiments.
(D) L929 cells were cultured to confluence and treated with condi-
tioned media with or without a PTX pretreatment. Cleared lysates
were immunprecipitated with a-Fz and blotted with a-Gao and
a-Fz. Arrows indicate mobility positions of the major Fz bands.
Data are representative of two separate experiments.
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1995Figure 7. Gao and Axin2 Protein Interactions
Are Rapidly Altered by Wnt-3a
(A and B) L929 cells were cultured to conflu-
ence and treated with (A) conditioned media
or (B) 600 ng/ml of recombinant Wnt-3a pro-
tein. Cleared lysates were immunprecipitated
with a-Fz or a-Axin2 and blotted with a-Gao
and a-Fz or with a-GSK3b and a-Axin2, re-
spectively. Arrows indicate mobility positions
of the major Fz bands. In (B), Lysates were
also examined for whole-cell levels of b-cate-
nin and GSK3b.
(C) Graphical representations of Wnt-3a-in-
duced, time-dependent changes in Gao/Fz
and GSK3b/Axin2 interactions and in b-cate-
nin levels. These data are compiled from four
separate time courses.components that is radically altered upon Wnt stimula-
tion; further, PTX treatment inhibits these Wnt-depen-
dent changes in Gao/Fz association (Figure 6D).
We next examined the kinetics of Wnt-induced
changes in Gao/Fz, GSK3b/Axin2, and b-catenin stabi-
lization. Within minutes of stimulation using Wnt-3a
media, more than 80% of the Gao/Fz complexes were
modified (Figure 7). GSK3b/Axin2 was also rapidly dis-
rupted. We observed nearly identical temporal changes
in Gao/Fz and GSK3b/Axin2 associations following stim-
ulation with purified, recombinant Wnt-3a (Figure 7B).
These modifications in protein-protein associations rep-
resent the most immediate cellular changes observed in
response to Wnt signaling and significantly precede de-
tectable b-catenin stabilization (Figure 7C). Data from
others (see [18]) indicate that Axin degradation is simi-
larly retarded.
Conclusions
We suggest that Wnt-signaling via Ga subunits regu-
lates specific protein associations that disrupt GSK3b/
Axin complexes and stabilize b-catenin. These bio-
chemical data are consistent with an intermediary role
for heterotrimeric G proteins in signal transduction
from Fz/LRP to Axin/GSK3. Previous data from mamma-
lian cells and Drosophila also provided genetic support
for Ga function during Wnt regulation of GSK3/b-catenin
signaling [26, 27]. Yet, it is not clear why G protein genes
had not been identified previously in various genetic
screens for Wnt modifiers or why mice that are nullizy-
gous for an individual Ga gene do not exhibit pheno-
types consistent with a Wnt null phenotype.
Gao and Gaq exhibit effective functional redundancies
but may preferentially regulate GSK3b/Axin2 and
GSK3b/Axin, respectively. Given the complexity of theFz family, the potential exists for regulation by additional
Ga members. There may also be regulatory paths that
potentiate b-catenin stabilization independently of Ga
signaling. LRP5/6, in particular, may define a mechanism
for direct signaling to the Axins [34–38] that requires Fz
but functions separately from Ga activation. Although all
Fz receptors contain an extracellular N-terminal, cyste-
ine-rich domain (CRD) that serves as a requisite site
for Wnt interaction, in vivo data in Drosophila indicate
that CRDs may not be absolutely essential for Wnt sig-
naling [38]. Perhaps direct binding of Wnt to Fz can be
compensated by interaction with LRP5/6 or other com-
ponents of the receptor complex. Still, loss of Wnt/Fz
binding would suppress Ga activation. To this extent,
disruption of Fz/Ga signaling may have a less severe ef-
fect on Wnt response that would be the loss of an indi-
vidual Wnt, Fz, or LRP member. For example, while it
is universally assumed that Dvl is absolutely required
to transmit a Wnt signal, single and double Dvl null
mice do not have simple Wnt-like phenotypes [39]. It
should be emphasized that there are additional Wnt re-
ceptor systems (e.g., Ryk, Ror) that may function inde-
pendently of Fz and, thus, also bypass G protein depen-
dency [40–44], although definitive linkages of these
signaling pathways to downstream components have
not been established. It is also formally possible that
Fz receptors are able to heterodimerize with a different,
Ga-coupled receptor. In this context, interaction with
such a hypothetical coreceptor may augment Fz/Wnt/
b-catenin signaling in a Ga-dependent manner.
Experimental Procedures
Wnt-3a Media and Recombinant Mouse Wnt-3a
Conditioned media (CM) were harvested from confluent monolayers
of control L929 cells and a clonal L929 cells stably transfected to
Current Biology
1996secrete Wnt-3a. CM stored at 280ºC and thawed retained Wnt-3a
activity for several weeks when stored at 4ºC. Wnt-3a and control
condition medium were prepared essentially as described [28], ex-
cept that serum-free medium was used for conditioning. Recombi-
nant mouse Wnt-3a was from R&D Systems. The Wnt-3a was recon-
stituted with PBS containing 0.2% BSA and added into plates with
L929 cells.
Antibodies
Axin (rabbit, H-98), Axin2 (goat, M-20), Dvl1 (mouse, 3F12), Dvl2
(mouse, 10B5), Dvl3 (mouse, 4D3), Frizzled (rabbit, H-300), Gao
(mouse, A2), Gaq (rabbit, E-17), GSK3a (rabbit, H-75), GSK3b (rabbit,
H-76), p-GSK3b (Ser 9, rabbit), and p-GSK3b (Tyr216, rabbit) are
from Santa Cruz Labs. b-catenin (mouse) and GSK3b (mouse) are
from BD Transduction Laboratories. Non-Tyr-phosphorylation-
GSK3 (4G-1E, mouse) and Tyr-phosphorylation-GSK3 (5G-2F,
mouse) are from Upstate Labs. Antibodies to CREB and pCREB
(S133) are from Santa Cruz Labs.
siRNA Treatment
Control siRNA, Gao siRNA, and Gaq siRNA were purchased from
Santa Cruz, CA. Transfection of siRNA into 3T3-L1 cells was per-
formed according to the protocol of the manufacturer; incubation
time was 60–70 hr. In some experiments, these cells were then trea-
ted with a-toxin and GTPgS, as described below.
Immunoprecipitations and Western Blotting
L929 or 3T3-L1 cells were cultured to confluence and lysed in 0.5%
Triton X-100, 0.5% NP40, 0.25% Gelatin, 1 3 TBS (pH 7.4), 1 mM
EDTA, 1 mM DTT, 1 mM Na3VO4, 5 mM NaF, and protease inhibitor
cocktail (Roche) for 20 min on ice. Lysates were centrifuged for 5 min
at 2.5 K at 4ºC. The lysates were normalized by protein concentration
assays, rotated with proper antibodies and Protein A or Protein G
beads (Sigma) overnight at 4ºC, and precipitated at 2.5 K rpm. Pre-
cipitates were washed three times in 0.1% NP40, 0.25% Gelatin, 13
TBS (pH 7.4), 1 mM EDTA, 1 mM Na3VO4, and 5 mM NaFl. Sample
buffer was added to the final precipitates, and the samples were
heated for 5 min at 95ºC. The samples were loaded onto NuPAGE
(Invitrogen), and the running buffer and transfer buffer always in-
cluded phosphatase inhibitors.
GST-E-cad-CT fusion protein was prepared and used to select un-
bound b-catenin in whole-cell lysates as described [45]. The incuba-
tion time of cell lysates with the fusion protein/Glutathione-agarose
(Santa Cruz) complex was 30 min.
Limited Tryptic Digestion
L929 cells were treated with or without recombinant Wnt-3a (200
ng/ml) for 1 hr Two aliquots of the lysates of each condition were in-
cubated with Axin antibody and Protein A beads. The pellets were
washed three times with the washing buffer. Pellets from one of
the aliquots were resuspended with 1 ml of TBS with 25 mg of trypsin
(TPCK treated, Sigma) for 2 min at 20ºC. The pellets were spun down
again, and the following treatments were the same as those of the
other aliquot pellets.
Sequential Centrifugation for Preparation of Cytosolic Fractions
Stimulated and unstimulated 3T3-L1 cells were disrupted by
membrane filter passage and lysates centrifuged at 500 3 g for
5 min at 4ºC. Supernatant fractions were then centrifuged again at
390,0003 g for 90 min. Protein equivalent fractions of supernatants
from stimulated and unstimulated cells at each stage of fractionation
were analyzed by immunoblot assay.
a-Toxin and GTPgS Treatment
L929 or 3T3-L1 cells were grown to confluence in 6-well plates. Me-
dia were removed and new media added containing a-toxin (5 mg/ml;
List Biological Labs) with or without GTPgS (200 mM; Sigma). For
Axin/GSK3 binding assays, the incubation time was 20 min, while
for b-catenin stabilization assays; the incubation time was 3 hr.
Supplemental Data
The Supplemental Data for this article can be found online at http://
www.current-biology.com/cgi/content/full/15/22/1989/DC1/.Ackowledgments
We are exceedingly grateful to the members of the Kimmel and Ru-
bin labs for their many helpful discussions, especially Drs. J. Brzos-
towski, T. Khurana, and D. Rosel. We are also indebted to the scien-
tific insights of Drs. C. Parent, T. Jin, C. Londos, W. Simonds, A.
Spiegel, and P. Klein. This research was supported by the Intramural
Research Program of the National Institutes of Health, the National
Institute of Diabetes and Digestive and Kidney Diseases, and the Na-
tional Cancer Institute.
Received: November 24, 2004
Revised: October 23, 2005
Accepted: October 25, 2005
Published: November 21, 2005
References
1. Moon, R.T., Bowerman, B., Boutros, M., and Perrimon, N. (2002).
The promise and perils of Wnt signaling through beta-catenin.
Science 296, 1644–1646.
2. Liu, C., Li, Y., Semenov, M., Han, C., Baeg, G.H., Tan, Y.,
Zhang, Z., Lin, X., and He, X. (2002). Control of beta-catenin
phosphorylation/degradation by a dual-kinase mechanism.
Cell 108, 837–847.
3. Amit, S., Hatzubai, A., Birman, Y., Andersen, J.S., Ben-
Shushan, E., Mann, M., Ben-Neriah, Y., and Alkalay, I. (2002).
Axin-mediated CKI phosphorylation of beta-catenin at Ser 45:
a molecular switch for the Wnt pathway. Genes Dev. 16, 1066–
1076.
4. Hart, M.J., de los Santos, R., Albert, I.N., Rubinfeld, B., and
Polakis, P. (1998). Downregulation of beta-catenin by human
Axin and its association with the APC tumor suppressor, beta-
catenin and GSK3 beta. Curr. Biol. 8, 573–581.
5. Kitagawa, M., Hatakeyama, S., Shirane, M., Matsumoto, M.,
Ishida, N., Hattori, K., Nakamichi, I., Kikuchi, A., and Naka-
yama, K. (1999). An F-box protein, FWD1, mediates ubiquitin-
dependent proteolysis of beta-catenin. EMBO J. 18, 2401–2410.
6. Willert, K., Brown, J.D., Danenberg, E., Duncan, A.W.,
Weissman, I.L., Reya, T., Yates, J.R., 3rd, and Nusse, R. (2003).
Wnt proteins are lipid-modified and can act as stem cell growth
factors. Nature 423, 448–452.
7. Cong, F., Schweizer, L., Chamorro, M., and Varmus, H. (2003).
Requirement for a nuclear function of beta-catenin in Wnt sig-
naling. Mol. Cell. Biol. 23, 8462–8470.
8. Takemaru, K., Yamaguchi, S., Lee, Y.S., Zhang, Y.,
Carthew, R.W., and Moon, R.T. (2003). Chibby, a nuclear beta-
catenin-associated antagonist of the Wnt/Wingless pathway.
Nature 422, 905–909.
9. Tolwinski, N.S., and Wieschaus, E. (2004). A nuclear function for
Armadillo/beta-catenin. PLoS Biol. 2, E95. 10.1371/journal.pbio.
0020095.
10. Bhanot, P., Brink, M., Samos, C.H., Hsieh, J.C., Wang, Y.,
Macke, J.P., Andrew, D., Nathans, J., and Nusse, R. (1996).
A new member of the frizzled family from Drosophila functions
as a Wingless receptor. Nature 382, 225–230.
11. Yang-Snyder, J., Miller, J.R., Brown, J.D., Lai, C.J., and
Moon, R.T. (1996). A frizzled homolog functions in a vertebrate
Wnt signaling pathway. Curr. Biol. 6, 1302–1306.
12. Wehrli, M., Dougan, S.T., Caldwell, K., O’Keefe, L., Schwartz, S.,
Vaizel-Ohayon, D., Schejter, E., Tomlinson, A., and DiNardo, S.
(2000). Arrow encodes an LDL-receptor-related protein essen-
tial for Wingless signalling. Nature 407, 527–530.
13. Tamai, K., Semenov, M., Kato, Y., Spokony, R., Liu, C.,
Katsuyama, Y., Hess, F., Saint-Jeannet, J.P., and He, X. (2000).
LDL-receptor-related proteins in Wnt signal transduction.
Nature 407, 530–535.
14. Pinson, K.I., Brennan, J., Monkley, S., Avery, B.J., and
Skarnes, W.C. (2000). An LDL-receptor-related protein mediates
Wnt signalling in mice. Nature 407, 535–538.
15. Noordermeer, J., Klingensmith, J., Perrimon, N., and Nusse, R.
(1994). Dishevelled and armadillo act in the wingless signalling
pathway in Drosophila. Nature 367, 80–83.
Ga Regulation of Wnt Signal Response
199716. Smalley, M.J., Sara, E., Paterson, H., Naylor, S., Cook, D.,
Jayatilake, H., Fryer, L.G., Hutchinson, L., Fry, M.J., and
Dale, T.C. (1999). Interaction of axin and Dvl-2 proteins regulates
Dvl-2-stimulated TCF-dependent transcription. EMBO J. 18,
2823–2835.
17. Itoh, K., Antipova, A., Ratcliffe, M.J., and Sokol, S. (2000). Inter-
action of dishevelled and Xenopus axin-related protein is re-
quired for wnt signal transduction. Mol. Cell. Biol. 20, 2228–
2238.
18. Willert, K., Shibamoto, S., and Nusse, R. (1999). Wnt-induced
dephosphorylation of axin releases beta-catenin from the axin
complex. Genes Dev. 13, 1768–1773.
19. Yamamoto, H., Kishida, S., Kishida, M., Ikeda, S., Takada, S.,
and Kikuchi, A. (1999). Phosphorylation of axin, a Wnt signal
negative regulator, by glycogen synthase kinase-3beta regu-
lates its stability. J. Biol. Chem. 274, 10681–10684.
20. Lee, E., Salic, A., Kruger, R., Heinrich, R., and Kirschner, M.W.
(2003). The roles of APC and axin derived from experimental
and theoretical analysis of the Wnt pathway. PLoS Biol. 1, E10.
10.1371/journal.pbio.0000010.
21. Salic, A., Lee, E., Mayer, L., and Kirschner, M.W. (2000). Control
of beta-catenin stability: reconstitution of the cytoplasmic steps
of the wnt pathway in Xenopus egg extracts. Mol. Cell 5, 523–
532.
22. Wang, H.Y., and Malbon, C.C. (2003). Wnt signaling, Ca2+, and
cyclic GMP: visualizing Frizzled functions. Science 300, 1529–
1530.
23. Slusarski, D.C., Yang-Snyder, J., Busa, W.B., and Moon, R.T.
(1997). Modulation of embryonic intracellular Ca2+ signaling
by Wnt-5A. Dev. Biol. 182, 114–120.
24. Slusarski, D.C., Corces, V.G., and Moon, R.T. (1997). Interaction
of Wnt and a Frizzled homologue triggers G-protein-linked
phosphatidylinositol signalling. Nature 390, 410–413.
25. Liu, X., Liu, T., Slusarski, D.C., Yang-Snyder, J., Malbon, C.C.,
Moon, R.T., and Wang, H. (1999). Activation of a frizzled-2/
beta-adrenergic receptor chimera promotes Wnt signaling and
differentiation of mouse F9 teratocarcinoma cells via Galphao
and Galphat. Proc. Natl. Acad. Sci. USA 96, 14383–14388.
26. Liu, T., DeCostanzo, A.J., Liu, X., Wang, H., Hallagan, S.,
Moon, R.T., and Malbon, C.C. (2001). G protein signaling from
activated rat frizzled-1 to the beta-catenin-Lef-Tcf pathway. Sci-
ence 292, 1718–1722.
27. Katanaev, V.L., Ponzielli, R., Semeriva, M., and Tomlinson, A.
(2005). Trimeric G protein-dependent frizzled signaling in
Drosophila. Cell 120, 111–122.
28. Shibamoto, S., Higano, K., Takada, R., Ito, F., Takeichi, M., and
Takada, S. (1998). Cytoskeletal reorganization by soluble Wnt-
3a protein signalling. Genes Cells 3, 659–670.
29. Humphries, M.J., and Newham, P. (1998). The structure of cell-
adhesion molecules. Trends Cell Biol. 8, 78–83.
30. Wang, H.Y., Watkins, D.C., and Malbon, C.C. (1992). Antisense
oligodeoxynucleotides to GS protein alpha-subunit sequence
accelerate differentiation of fibroblasts to adipocytes. Nature
358, 334–337.
31. Baldini, G., Hohman, R., Charron, M.J., and Lodish, H.F.
(1991). Insulin and nonhydrolyzable GTP analogs induce trans-
location of GLUT 4 to the plasma membrane in alpha-toxin-
permeabilized rat adipose cells. J. Biol. Chem. 266, 4037–
4040.
32. Milligan, G. (2003). Principles: extending the utility of [35S]GTP
gamma S binding assays. Trends Pharmacol. Sci. 24, 87–90.
33. Carrillo, J.J., Stevens, P.A., and Milligan, G. (2002). Measure-
ment of agonist-dependent and -independent signal initiation
of alpha(1b)-adrenoceptor mutants by direct analysis of guanine
nucleotide exchange on the G protein galpha(11). J. Pharmacol.
Exp. Ther. 302, 1080–1088.
34. Mao, J., Wang, J., Liu, B., Pan, W., Farr, G.H., 3rd, Flynn, C.,
Yuan, H., Takada, S., Kimelman, D., Li, L., et al. (2001). Low-
density lipoprotein receptor-related protein-5 binds to Axin and
regulates the canonical Wnt signaling pathway. Mol. Cell 7,
801–809.
35. Schweizer, L., and Varmus, H. (2003). Wnt/Wingless signaling
through beta-catenin requires the function of both LRP/Arrow
and frizzled classes of receptors. BMC Cell Biol. 4, 4.36. He, X., Semenov, M., Tamai, K., and Zeng, X. (2004). LDL recep-
tor-related proteins 5 and 6 in Wnt/beta-catenin signaling: ar-
rows point the way. Development 131, 1663–1677.
37. Brennan, K., Gonzalez-Sancho, J.M., Castelo-Soccio, L.A.,
Howe, L.R., and Brown, A.M. (2004). Truncated mutants of the
putative Wnt receptor LRP6/Arrow can stabilize beta-catenin in-
dependently of Frizzled proteins. Oncogene 23, 4873–4884.
38. Chen, C.M., Strapps, W., Tomlinson, A., and Struhl, G. (2004).
Evidence that the cysteine-rich domain of Drosophila Frizzled
family receptors is dispensable for transducing Wingless.
Proc. Natl. Acad. Sci. USA 101, 15961–15966.
39. Hamblet, N.S., Lijam, N., Ruiz-Lozano, P., Wang, J., Yang, Y.,
Luo, Z., Mei, L., Chien, K.R., Sussman, D.J., and Wynshaw-
Boris, A. (2002). Dishevelled 2 is essential for cardiac outflow
tract development, somite segmentation and neural tube clo-
sure. Development 129, 5827–5838.
40. He, X. (2004). Wnt signaling went derailed again: a new track via
the LIN-18 receptor? Cell 118, 668–670.
41. Yoshikawa, S., McKinnon, R.D., Kokel, M., and Thomas, J.B.
(2003). Wnt-mediated axon guidance via the Drosophila Derailed
receptor. Nature 422, 583–588.
42. Inoue, T., Oz, H.S., Wiland, D., Gharib, S., Deshpande, R.,
Hill, R.J., Katz, W.S., and Sternberg, P.W. (2004). C. elegans
LIN-18 is a Ryk ortholog and functions in parallel to LIN-17/
Frizzled in Wnt signaling. Cell 118, 795–806.
43. Oishi, I., Suzuki, H., Onishi, N., Takada, R., Kani, S., Ohkawara, B.,
Koshida, I., Suzuki, K., Yamada, G., Schwabe, G.C., et al. (2003).
The receptor tyrosine kinase Ror2 is involved in non-canonical
Wnt5a/JNK signalling pathway. Genes Cells 8, 645–654.
44. Lu, W., Yamamoto, V., Ortega, B., and Baltimore, D. (2004).
Mammalian Ryk is a Wnt coreceptor required for stimulation of
neurite outgrowth. Cell 119, 97–108.
45. Bafico, A., Gazit, A., Wu-Morgan, S.S., Yaniv, A., and
Aaronson, S.A. (1998). Characterization of Wnt-1 and Wnt-2 in-
duced growth alterations and signaling pathways in NIH3T3 fi-
broblasts. Oncogene 16, 2819–2825.
